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Aminolink 2 (Applied Biosystems) containing oligonucleotides were synthesized according to the manufacturer's protocol. They were coupled to N-hydroxysuccinimide 4% cross-linked agarose (Sigma). For coupling the agarose was first washed twice with water. Then 1/10 vol 2 M Na2CO3/NaHCO3 buffer pH 9.5 was added to the oligonucleotide solution (100 nmol/500 11) and a tenfold molar excess of N-hydroxysuccinimide coupled on agarose was resuspended in this solution. The suspension was placed at room temperature overnight and the reaction was stopped by adding 1/10 vol 3.3 M glycine solution. After two hours, the suspension was washed two times with water and resuspended in 100 ul of water. The oligonucleotides on the beads were stored at 4°C in an aqueous suspension.
Reverse transcription was performed in 10 1l reactions containing 2 j1 bead suspension according to the manufacturer's protocol (BRL). The reverse transcription was performed in the same PCR tube that was also used for amplification as we found it hard to transfer small amounts of agarose. The first strand of cDNA generated this way is covalently linked to the solid support. The beads were pelleted, the supernatant removed, vortexed in 500 ,ul of water and repelleted. Using radioactive nucleotides we saw that >98% of the unincorporated nucleotides were removed after this step. The PCR mix is applied direcdy to the bead pellet.
The cDNA coupled to the beads can be reused several times in PCR experiments, making it possible to optimise conditions like buffer, MgCl2, enzyme concentration or profile conditions (Fig. IA and IC). The primer SS020 (sequence of the primer SS020
Aminolink 2 GCCTTCGAATTCAGCACCT12 that we used to prime mRNA contained an adaptor. primer that could be used in RACE (1) PCR experiments, indicating that sequences next to the aminolink and the bead are accessible for primers in a PCR reaction (Fig. ID) .
We were also able to use oligonucleotides coupled to agarose beads for affinity isolation of RNA as described in (2) . Instead of eluting the RNA from the oligo (dT) it is directly reverse transcribed and can be reused several times. Furthermore, using one primer containing an aminolink, either strand of the PCR product can be coupled to a solid support following the same protocol that we used for oligonucleotides. This way long, specific sequences can be coupled to a solid matrix that might be useful in affinity isolation of nucleic acids.
The major advantage of solid anchored PCR (Sanchored PCR) is that by binding the cDNA to a solid phase, the cDNA is concentrated in a small volume and can be easily manipulated in different buffer systems. A portion of cDNA attached to a solid phase has the same information as a cDNA library. By using different coupled oligonucleotides as primers, specific 'libraries' can be constructed using the coupled oligonucleotides as an affinity matrix in RNA isolation. 
